All operations involving air-sensitive reagents were performed under an inert atmosphere of dry nitrogen using syringe and cannula techniques, oven-dried glassware, and freshly distilled and dried solvents. The progress of reactions was monitored by thin layer chromatography (TLC) performed on F 254 silica gel plates. The plates were visualized at 254 nm by immersion with aqueous ceric ammonium molybdate and heating. Column chromatography refers to flash chromatography and was performed on Merck silica gel 60, 230-400 mesh. All melting points were determined using a Kofler hot-stage apparatus and are uncorrected. IR spectra were recorded using a Nicolet Avatar 320 FT-IR spectrophotometer using liquid films or ATR for solids (IR band intensities: w = weak, m = medium, s = strong). 1 H NMR spectra were recorded on Bruker spectrometers, in the solvent indicated, at 300 MHz and 13 C NMR spectra at 75 MHz. 19 F NMR spectra were acquired at 282 MHz with high power proton decoupling. All proton and carbon spectra were referenced to residual solvent ( 1 H NMR: 7.26 ppm for CDCl 3 and 3.31 ppm for CD 3 OD); 13 C NMR: 77.00 ppm for CDCl 3 and 49.00 ppm for CD 3 OD). 19 F spectra were referenced to CFCl 3 as the internal reference which was set at δ 0.00 ppm. Carbon substitution degrees were established by DEPT pulse sequences. Abbreviations used for NMR signals are as follows: s =singlet, d = doublet, dd = double doublet, ddd = doublet of double doublet, t = triplet, dt = double triplet, ddt = double doublet of triplets, q = quadruplet, br = broad, quint = quintuplet, m = multiplet, BiPh = Biphenyl ring, Pz = Pyrazol ring.
Spectrometric data of intermediates of the synthesis of hapten FXb 3
Synthesis of hapten FXh ( Figure S1 ) 6
Hapten activation: preparation of N-hydroxysuccinimidyl esters 10
MALDI mass spectrometry analysis of bioconjugates ( Figure S2 ) 11
Antibody generation 12
Specificity of mAbs (Table S1 ) 13
Influence of pH and ionic strength ( Figure S3 ) 14
Influence of organic solvents ( Figure S4 ) 15 cELISa and UPLC-MS/MS results (Table S2) were washed with an ELx405 microplate washer also from BioTek Instruments. Fluxapyroxad residues were determined by HPLC using a UPLC Acquity system from Waters (Milford, MA) furnished with a binary solvent delivery system, an autosampler, and a BEH C18 (1.7 µm, 2.1 × 50 mm) column also from Waters. An Acquity triple quadrupole MS detector, also from Waters, with a Z-spray electrospray ionization source (3.5 kV capillary voltage, and 120 °C and 300 °C source and desolvation temperature, respectively) were employed for tandem mass acquisitions. 3-(Difluoromethyl)-1-methyl-N- (3',4',5'-trifluoro-5-iodo-[1,1'-biphenyl tert- 4', 1'biphenyl d, J = 20.5 Hz, t, J = 20.5, Hz, ; 13 Synthesis of 3-formyl-1-methyl-N- (3',4',5'-trifluoro-5- Synthesis of tert-butyl 6-(3',4',5'-trifluoro-6-(3- of 2,5-dioxopyrrolidin-1-yl 6-(3',4',5'-trifluoro-6-(3-(hydroxymethyl After cell fusion, a two-step screening procedure was followed in order to identify those hybridomas that produced high-affinity binders. Twelve days after fusion, hybridoma culture supernatants were first screened by differential competitive ELISA on microtiter plates coated with 0.1 µg/mL (100 µL per well) of the homologous OVA-hapten conjugate. 50 µL of each supernatant was added to two adjacent wells of an ELISA plate, one containing 50 µL of PBS (blank) and the other containing 50 µL of 200 nM fluxapyroxad in PBS. The signal ratio in both wells was used as the criterion for selecting the antibodies with the highest affinity. Hybridoma supernatants affording signals higher than 3.0 in the absence of fungicide and those already showing high-affinity to fluxapyroxad received fresh culture medium and they were reevaluated on next day by checkerboard indirect competitive ELISA. Each supernatant was assayed at four dilutions (1/8, 1/32, 1/128, and 1/512) in ELISA plates coated with two coating concentrations of the homologous OVA-hapten conjugate (0.01 and 0.1 µg/mL) and using three fluxapyroxad levels (0, 10, and 100 nM). Figure   S3 . Influence of pH and NaCl concentration over the A max and IC 50 values of the studied immunoassays to fluxapyroxad. Figure S4 . Influence of methanol, ethanol, acetonitrile, and N,N'-dimethylformamide over the A max and IC 50 values of the studied immunoassays to fluxapyroxad.
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